1 Materials and methods
After lyophilization, the activated sludge samples were ground and sieved (2 mm). Then, 1 g of the solid sample and 10 mL of EDTA-McIlvaine buffer were subjected to shaking for 30 s, and then 50 μL (1.0 mg/L) internal standard was added. The samples were centrifuged at 4500 r/min for 15 min, the supernatant was transferred to a brown container, and the extraction was repeated twice more in the same manner with the organic mixed extract. The extracts were combined, degreased with 10 mL of n-hexane, diluted to 500 mL with ultrapure water, passed through a 0.45 μm fibre filter, adjusted to pH 4 with H3PO4, and then loaded at a rate of 3 to 5 mL/min onto HLB columns. After sample loading, the HLB column was rinsed with 10 mL of ultrapure water and vacuum-dried for 30 min. Finally, the columns were eluted with 10 mL of methanol, and the eluents were evaporated to near dryness under a nitrogen flow. Samples were reconstituted to 1 mL, filtered through 0.22 μm filters and analysed.
Analytical protocol
The prepared sample extracts were analysed by liquid chromatography/tandem mass spectrometry. The chromatographic separation was performed on a US Waters ACQUITY ultra high-performance liquid chromatograph (UPLC). The column was a Waters BEH C18 column (2.1×100 mm, 1.7 μm), and the column temperature was 40 °C. The target drugs were separated by gradient elution. The mobile phases for positive ion mode (ESI+) included mobile phase A (98% water and 2% methanol containing 0.05% formic acid) and mobile phase B (acetonitrile). The mobile phases for negative ion mode (ESI-) were the same as those implemented in positive ion mode. The flow rate was set to 0.4 mL/min, and the injection volume was 5 μL.
The mobile phase gradient is described in Table S1. Mass spectrometry was performed using a Waters ACQUITY XevoTQ with an ESI source set to 150 °C. The acquisition method was multiple reaction monitoring (MRM) mode. The atomized desolvation gas and collision gas were high purity nitrogen and high purity argon at flow rates of 900 L/h and 0.15 mL/min, respectively. The capillary voltage was 3.0 kV, the temperature of desolvation gas was 500 °C, and the cone backflush gas flow rate was 50 L/h. ACE and ATP were detected in positive ion mode, while 4-CBA, IPF, CA, DCF, NPX, NP, and BZB were detected in negative ion mode. The precursor ions, the product ions, the collision voltages, and the collision energies of the target drugs are shown in Table S2 .
Data analysis
Statistical analysis was performed using Microsoft Excel 2016 and Origin 2017 software. Means and standard deviations were calculated from triplicate measurements. LOD refer to limits of detection (ng/L) that were determined as lowest concentration corresponding to the signal-to-noise(S/N) ratio of 3.
LOQ refer to limits of quantification (ng/L) that were determined as lowest concentration corresponding to the signal-to-noise(S/N) ratio of 10. 
